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264 Cells that had migrated to the underside of the membrane were processed for calcein-AM 265 staining as described in the materials and methods section. 290 CaD (100 µM), VEGF (25 ng/ml) and heparin (10 µg/ml) were premixed for 1 h 291 before addition to the HUVECs for 2 min. Phosphorylation of VEGFR-2 was examined by 292 Western blot analysis. As revealed by Western blot analysis, the VEGF 165 -induced 293 phosphorylation of VEGFR-2 increased in the presence of heparin (Fig. 5A, lane 5) . Heparin 294 abrogated CaD inhibitory effect on VEGFR-2 phosphorylation (Fig. 5A, lane 6) . For 295 comparison, we examined the effects of CaD on VEGF 121 , an isoform without heparin binding 296 domain (HBD) (29). CaD did not significantly inhibit VEGF 121 -induced tyrosine 297 phosphorylation of VEGFR-2 (10%) (Fig. 5B, lanes 5 and 6) . 313 HUVECs were digested with heparinase (0.5µg/ml). After 30 min, each dish was washed and
